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Abstract: This review presents the results of studies of molecular exchange processes in various
biological systems (erythrocytes, yeast, liposomes, etc.) performed using pulsed field gradient NMR
(PFG NMR). The main theory of processing necessary for the analysis of experimental data is briefly
presented: the extraction of self-diffusion coefficients, calculation of cell sizes, and permeability of cell
membranes. Attention is paid to the results of assessing the permeability of biological membranes for
water molecules and biologically active compounds. The results for other systems are also presented:
yeast, chlorella, and plant cells. The results of studies of the lateral diffusion of lipid and cholesterol
molecules in model bilayers are also presented.

Keywords: biological cell; biological membrane; pulsed field gradient NMR; diffusion; permeability;
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1. The Concept of a Biological Membrane

The elementary structural unit of all living systems is the cell—an integral system
containing many interconnected elements (organelles) [1]. The contents of the cell are
separated from the external environment by a cell membrane or biological membrane
(biomembrane), which ensures its integrity and regulates metabolism. The following are
according to the fluid mosaic model of biomembrane organization proposed by S. D. Singer
and G. L. Nicholson in 1972 and still used [2]:

• The structural basis of biomembranes is a lipid bilayer, in which the hydrocarbon
chains of phospholipid molecules are in a liquid-crystalline state.

• The lipid bilayer, which has the viscosity of vegetable oil, is immersed or embedded
with protein molecules that can move across the membrane.

According to modern concepts, the cell membrane is a molecular structure consisting
of lipids, proteins, and carbohydrates. It separates the contents of any cell from the external
environment, thereby ensuring its integrity, and it regulates the metabolism between the
cell and the environment [1]. The distribution of the components of the cell membrane is
asymmetric, i.e., different in the outer and inner layers of the membrane. Such asymmetry
determines the existence of lateral diffusion—the self-diffusion of lipid molecules in the
plane of the bilayer, which is associated with many characteristics of biomembranes (fluidity,
orderliness, and permeability) [3]. As a rule, such studies are performed on model biological
membranes, which are mono- or bi-layer lipid vesicles.

Since a cell is a thermodynamically open system that continuously exchanges matter
and energy with the environment, the transport of substances through biological mem-
branes is a necessary condition for life. The most important property of a biomembrane
is selective permeability, i.e., the ability to pass some substances and not pass others [4].
The transfer of substances through biomembranes is associated with the processes of cell
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metabolism, bioenergetic processes, the generation of a nerve impulse, etc. The processes
of membrane transfer are usually divided into two main types: passive and active.

Via active transport, a substance is transferred through a biological membrane against
a concentration gradient (from a region of low concentration to a region of high concentra-
tion), i.e., with the expenditure of free energy.

The transfer of a substance along a concentration gradient from a region of high to a
region of low concentration without energy expenditure is carried out via passive transport
(osmosis and diffusion). The methods of diffusion transfer are quite diverse: the diffusion of
fat-soluble substances through the lipid part of the membrane; the transport of hydrophilic
substances through the pores formed by membrane lipids and proteins; and facilitated
diffusion involving special carrier molecules.

Non-polar substances, such as organic and fatty acids, and esters, easily dissolve in
the lipid phase of the membrane due to their increased affinity for the lipid bilayer. Polar
substances (inorganic salts and sugars) do not pass well through the lipid bilayer.

At the same time, for water molecules, the permeability of biomembranes is about
10−6 m/s, which is quite large for a polar substance that is insoluble in lipids [5]. The
explanation for this phenomenon was found after the discovery of integral membrane
proteins, called “aquaporins” [6]. These molecules form pores in cell membranes through
which water molecules selectively pass. At the same time, they do not allow ions and
other soluble substances to pass through. Thus, there are two ways for water molecules
to enter a cell: through the lipid bilayer and through aquaporins. The interest in the
permeability of biomembranes for water molecules is due to a number of functions that
water performs: it is a solvent for many substances; it acts as a medium for chemical
reactions and participates in them (hydrolysis); and it maintains the shape of the cell and is
involved in its thermoregulation.

In the study of the permeability of biomembranes for various compounds, a number
of physicochemical methods are used: osmotic, based on measuring the change in cell
volume when placed in hyper- or hypo-tonic solutions; indicator, based on a change in the
color of the cellular contents with the introduction of certain substances; chemical, based
on the analysis of the composition of intracellular contents; and the method of labeled
atoms, based on the use of radioactive and stable isotopes, among others [7]. A wide range
of opportunities for the non-invasive study of local molecular mobility and molecular
diffusion in living biological cells is provided by the pulsed field gradient NMR method
(PFG NMR) [8].

2. Pulsed Field Gradient NMR in the Study of Biological Systems

Since the PFG NMR method is not as widely used as other NMR methods, this section
is devoted to an introduction to the basics of the method. The uniqueness of the PFG NMR
method lies in the possibility of the direct measurement of the self-diffusion coefficient
and the relative proportions (populations) of diffusant molecules in various phases of
heterogeneous systems. The non-invasiveness of the method allows it to be used to study
diffusion processes and evaluate permeability in biological membranes.

To measure the diffusion coefficients, the “stimulated echo” sequence shown in
Figure 1 is used [9–11].

The stimulated echo sequence consists of three radio frequency (RF) 90◦ pulses and
two magnetic field gradient g pulses (Figure 1). The main parameters that are set in the
experiment are the duration of the pulsed magnetic field gradient δ, the amplitude of the
pulsed magnetic field gradient g, and the interval between the pulses of the magnetic field
gradient ∆. The magnetic field gradient pulses are applied between the first and second, as
well as after the third, RF pulses. The first pulse of the magnetic field gradient encodes the
position of the spin ensemble in space. The second pulse of the magnetic field gradient,
applied after time ∆, decodes the position of the spin ensemble. Under the experimental

conditions, the first gradient g causes a dephasing of the magnetization vector
→
M, which

the second gradient g revokes depending on the spatial motion of the molecules.
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By performing a PFG NMR experiment, the diffusion decay (DD) is obtained, which 
represents the dependence of the amplitude of the spin-echo signal A on the parameters 
of the magnetic pulse gradient. In this case, one of the parameters, g, δ, or Δ, is varied. An 
example of exponential diffusion decay is shown in Figure 2. 

 
Figure 2. An example of DD obtained as a result of a PFG NMR experiment. 

In the case of the isotropic Brownian motion of diffusant molecules, the resulting dif-
fusion decay (Figure 2) is described using Equation [9]: 𝐴(2𝜏, 𝜏ଵ, 𝑔) = 𝐴(2𝜏, 𝜏ଵ, 0) exp(−𝛾ଶ𝑔ଶ𝛿ଶ𝑡ௗ𝐷௦), 𝐴(2𝜏, 𝜏ଵ, 0) = 𝐴(0)2 exp(− 2𝜏𝑇ଶ − 𝜏ଵ𝑇ଵ) 

(1) 

where A(0) is the NMR signal amplitude measured immediately after the 90° pulse; T2 is 
the spin–spin relaxation time; T1 is the spin–lattice relaxation time; γ is the gyromagnetic 
ratio; td = ∆ − 1/3δ is the diffusion time; Ds is the self-diffusion coefficient (SDC); and g, δ, τ, 

Figure 1. Three-pulse “stimulated echo” sequence with a pulsed magnetic field gradient: δ is the
duration of the pulsed magnetic field gradient, g is the amplitude of the pulsed magnetic field
gradient, τ and τ1 are the intervals between radio frequency (RF) pulses, ∆ is the interval between
the pulses of the magnetic field gradient.

By performing a PFG NMR experiment, the diffusion decay (DD) is obtained, which
represents the dependence of the amplitude of the spin-echo signal A on the parameters of
the magnetic pulse gradient. In this case, one of the parameters, g, δ, or ∆, is varied. An
example of exponential diffusion decay is shown in Figure 2.
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In the case of the isotropic Brownian motion of diffusant molecules, the resulting
diffusion decay (Figure 2) is described using Equation [9]:

A(2τ, τ1, g) = A(2τ, τ1, 0)exp
(
−γ2g2δ2tdDs

)
,

A(2τ, τ1, 0) = A(0)
2 exp

(
− 2τ

T2
− τ1

T1

) (1)

where A(0) is the NMR signal amplitude measured immediately after the 90◦ pulse; T2 is
the spin–spin relaxation time; T1 is the spin–lattice relaxation time; γ is the gyromagnetic
ratio; td = ∆ − 1/3δ is the diffusion time; Ds is the self-diffusion coefficient (SDC); and g, δ,
τ, and τ1 are shown in Figure 1. When measuring the evolution of the echo signal, τ and
τ1 are fixed, and only the dependence of A on g is analyzed.

For multiphase systems, Equation (1) becomes more complicated. In NMR, the phase
of a system is the region in which the molecules are characterized by the same SDC and
relaxation times. In this case, the equation describing the diffusion decay in the system
under study has the following form [12]:

A(g) = A(2τ,τ1,g)
A(2τ,τ1,0) = ∑m

i=1 p′i exp(−γ2g2δ2tdDsi),

p′i = piexp
(
− 2τ

T2i
− τ1

T1i

)
/

m
∑

i=1
piexp

(
− 2τ

T2i
− τi

T1i

)
,

∑m
i=1 pi = 1,

(2)
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where Dsi is the self-diffusion coefficient in the i-th region (phase), and pi is the relative
fraction of the molecules in the i-th region (the population of the i-th phase).

By analyzing the dependence A(g) under the conditions of slow exchange, the partial
self-diffusion coefficients Dsi and the relative shares pi of diffusant molecules in various
nano- and micro-volumes of membrane systems are determined. Modern NMR spectrome-
ters make it possible to record spin-echo spectra with a Fourier transform, which makes it
possible to measure the partial self-diffusion coefficients of various molecules or fragments
of molecules in the range from 10−14 to 10−8 m2/s. The use of the Fourier transform of the
spin-echo spectra makes it possible to obtain high-resolution NMR spectra of the systems
under study, which greatly simplifies the interpretation of diffusion data. For example, it
allows one to perform a correlation between lines in the spectrum and molecules in the
system under study.

For porous systems, which can be considered models of biological cells, it is possible
to estimate their size and permeability. In this case, the dependence of the SDC Ds on the
diffusion time td is analyzed under the conditions of the limited diffusion of water in the
microvolume of membrane systems [13–19]. There are three modes of the dependence of
the SDC Ds on the diffusion time td: short-term, intermediate, and long-term dependence.
The ideal form of such a dependence is shown in Figure 3.
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a = (6Dtd)1/2; P—pore (cell) permeability [13].

As can be seen in Figure 3, at short diffusion times td (region 1), the diffusant molecules
do not reach the pore walls, and a self-diffusion coefficient Ds = D0 does not depend on td;
D0 is the self-diffusion coefficient of the bulk liquid.

In the area of restricted diffusion (Figure 3, region 2), a large number of diffusant
molecules collide with the pore wall, and Ds depends on td, becoming a decreasing function
of time.

At long diffusion times td, for the diffusant molecules, as a result of the penetration
effect, to diffuse into neighboring pores, their movement is averaged over the entire pore
space; the measured diffusion coefficient Ds = Dp also does not depend on td (Figure 3,
region 3), and its value is less than the volume D0. If self-diffusion is observed in a
completely isolated pore, then the root-mean-square displacement of molecules is limited
by the pore size. Therefore, as the diffusion time increases, the SDC Ds decreases. In the
limit td→∞, the SDC Ds tends to be zero. A sign of a long-term regime for isolated pores is
the fulfillment of the dependence Ds ∝ t−1

d —completely limited diffusion. From the data
for Ds in this mode, the linear dimensions of isolated pores a are estimated in accordance
with the Einstein relation:

Ds(td) =

〈
a2〉
6td

, (3)
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where a is the pore size.
Since in permeable systems (biological cells) there is no mode of completely limited dif-

fusion, i.e., dependence Ds(td) ∝ t−n
d , where n < 1, it is impossible to directly use Equation (3)

to determine the pore size a. This situation was considered in detail in [14,16,19], where the
scaling approach proposed by Skirda V.D. et al. was used to analyze the Ds(td) dependence.
In this case, the effective SDC De f f

s is calculated, the dependence of which on the diffusion
time td is similar to that observed for systems with closed pores, i.e., ∝t−1

d , which allows for

the use of De f f
s to estimate the size of permeable pores:

De f f
s (td) =

Ds(td)− Dp

D0 − Ds(td)
· D0, (4)

where D0 is the SDC of the bulk liquid; i.e., in the absence of restrictions (td→0), Ds(td)
is the experimentally obtained dependence, and Dp is the SDC of diffusant molecules
in the long-term diffusion regime, i.e., in the mode of averaging over the entire porous
space (td→∞).

If the values of D0, Dp, and the pore size a are known, then the permeability of the
pore wall P can be calculated from the ratio obtained on the basis of the analysis of the
resistance to the transfer of diffusant molecules through a number of parallel permeable
barriers (membranes) separated by distance a (cell size) [20]:

1
Dp

=
1

D0
+

1
P · a , (5)

where P is the permeability of the pore wall, and a is the pore size.
Equation (5) does not take into account the details of the mechanism of intercellular

diffusion. As mentioned earlier, water molecules enter the cell in two ways: through the
lipid bilayer and aquaporins. Therefore, Equation (5) can only be used to assess the total
permeability of biological membranes.

Since the cell wall is permeable, there is a molecular exchange between the water
inside the cell and the water in the outer volume. To estimate the residence time of a water
molecule inside a cell, a two-component model of molecular exchange is applied. From
this model, a relative fraction p of the diffusant molecules in a cell depends on the diffusion
time td as follows [12]:

p(td) = p(0)exp
(
− td

τ

)
, (6)

where τ is the “lifetime” of the molecule inside the cell.
Thus, the analysis and interpretation of data obtained via PFG NMR make it possible

to determine such important cell parameters as the permeability of biomembranes for
various substances, in particular for water molecules, to estimate the size of cells and the
residence time of diffusant molecules inside the cell. The following sections present the
results obtained in this field for various biological systems.

3. Studies of the Permeability of the Erythrocyte Membrane

An erythrocyte (from the Greek erythros—red) is a biconcave disk-shaped blood cell,
the main function of which is the transport of gases in blood [21]. Erythrocytes (red blood
cells—RBCs) are of particular interest for studying the structure of the biological membrane
and the transport of substances through erythrocytes. Firstly, RBCs are the main component
of blood (the volume fraction in the blood is 40–45%). They play a key role in the formation
of the rheological parameters of blood; i.e., they determine its fluidity. Secondly, the
erythrocyte membrane is inherent in the general principles of the molecular organization of
the biomembrane. This makes it possible to extrapolate patterns of structural and functional
changes in the erythrocyte membrane to other membrane systems with certain corrections.
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The shape of the erythrocyte cell causes a large ratio of cell surface area to its volume,
which ensures a rapid exchange between the cell and the environment. The main content is
hemoglobin, a protein that reversibly binds to oxygen [22]. The functions performed by
erythrocytes in the body are diverse: gas transport (oxygen transfer); buffer (pH regulation);
nutritional (the transfer of amino acids and glucose); protective (the adsorption of toxic
substances), etc.

The method of PFG NMR has found application in the study of the permeability of the
erythrocyte membrane [23–40]. In what follows, some of the most interesting results, in our
opinion, are presented. The authors of the work [23] conducted a study of the permeability
of the human erythrocyte membrane for water molecules and evaluated the effect of the
reagent para-chloromercuribenzoate (pCMBS), which inhibits the osmotic permeability of
water, via the average lifetime of water in erythrocytes. The work demonstrated that the
addition of para-chloromercuribenzoate to blood plasma leads to a change in the form of the
diffusion decays of the protons of water molecules in a suspension of erythrocytes (Figure 4).
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From the experimental data, it was found that the addition of p-chloromercuribenzoate
to blood plasma leads to a significant decrease in the rate of water exchange and, accord-
ingly, to an increase in the “lifetime” of a water molecule inside the cell. In pure blood
plasma, the value of τ was 17.0 ms, and after the addition of p-chloromercuribenzoate,
τ = 48.0 ms. The results obtained even before the discovery of aquaporin demonstrated
that there are at least two ways for the diffusion of water molecules into the erythrocyte.

A number of important functions in the body are performed by the hemoglobin con-
tained in erythrocytes [24]. Hemoglobin is a two-way respiratory carrier that transports
oxygen from the lungs to tissues and facilitates the reverse transport of carbon dioxide [25].
In the work [26], the diffusion coefficients of oxyhemoglobin A (HbA-O2) and oxyhe-
moglobin S (HbS-O2) in intact erythrocytes were measured using PFG NMR. The authors
demonstrated the possibility of measuring the diffusion coefficients of hemoglobin not
only in a solution but also directly in erythrocytes. A comparative analysis of the diffusion
coefficients of HbA-0 and HbS-0 in erythrocytes under similar conditions showed that
the D values for HbS-0 are 10% lower than those for HbA-4. It was also shown that the
apparent diffusion coefficient for intracellular water molecules is an order of magnitude
smaller than that for bulk water. In [27], the diffusion of water in human and camel ery-
throcytes was compared. As a result, it was found that the apparent diffusion coefficient
of the water molecules in camel erythrocytes is 15% lower than in humans. Experimental
data led to the conclusion that a lower apparent diffusion coefficient is associated with a
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more pronounced increase in the osmotically inactive water fraction. It is assumed that the
increased hydrophilicity of hemoglobin allows not only for increased water binding but
also for hemoglobin to be packed more tightly in vivo, which, in turn, is associated with a
slower apparent diffusion coefficient and increased osmotic stability.

An interesting and important analysis was carried out by the authors of [28]. The
authors attempted to reconcile the conflicting results obtained under different experimental
conditions using NMR and radioactive tracer diffusion methods. It was concluded that the
reason for most of the variation in the results of NMR experiments is the natural aggregation
of erythrocytes in roulo (the coin column of erythrocytes). Part of the differences in the
obtained data was due to the use of inappropriate mathematical approximations of the
equations for two-site exchange, as well as differences in the time and conditions of the
storage of blood samples. When the factors distorting the experimental data were corrected,
it turned out that the results of measuring the diffusion of water molecules in erythrocytes
using NMR methods and the diffusion of a radioactive tracer coincided in a rather narrow
range of values. It turned out that the average “lifetime” of water molecules inside fresh
normal human erythrocytes at room temperature (20–25 ◦C) was in the range from 9.8 to
14.0 ms. The range of the permeability of the erythrocyte membrane for water molecules
was from 3.3 × 10−5 m/s to 4.7 × 10−5 m/s.

There have been attempts to use the method of PFG NMR for the study of various
pathologies [29–31]. In [29], an analysis of the time dependence of the diffusion coefficient
of water molecules in erythrocytes in PFG NMR experiments was carried out. It was
demonstrated that the diffusion coefficient Dp in the long-term mode of diffusion is highly
dependent on the extracellular volume fraction. This explains the significant decrease in
the Dp value at the early stage of cerebral ischemia, where as soon as a few minutes after
the ischemic stroke, the extracellular volume in the affected area of the brain decreases
significantly. The addition of pCMBS led to a decrease in membrane permeability of 50%
due to the blocking of water transport through protein channels, while the lipid pathways
remained unchanged.

Another relevant work is related to the study of the effect of cholesterol on the per-
meability of erythrocyte membranes for water molecules [30]. Here, interest was due to
the possibility of using the method of PFG NMR for the clinical diagnosis of liver diseases,
hypo- or hyperc-holesterolemia, which affects the molar ratio of cholesterol to phospholipid
(C/P) in the erythrocyte membrane. The authors concluded that, in human erythrocytes,
the average intracellular “lifetime” of water molecules, which characterizes the rate of
water transport under the conditions of equilibrium exchange, is a nonmonotonic function
of the molar ratio of cholesterol to membrane phospholipids. A decrease in the C/P ratio in
the membrane from an average value of 0.92 for normal cells (control) to a value of 0.46 had
little effect on the average intracellular “lifetime” of water molecules and the permeability
of the erythrocyte membrane. However, an increase in the content of cholesterol in the
membrane had a noticeable effect on these parameters. At the ratio C/P = 1.5, the rate of
the diffusion of water molecules decreased by 3.5 times. Moreover, a further increase in
the cholesterol content to the ratio C/P = 1.9 led to an increase in the diffusion rate to the
normal (control) value, which was characterized by a “lifetime” of 8–9 ms.

In [31], the PFG NMR technique was applied in combination with other methods to
study the permeability of aquaporin-1 (AQP1)-deficient erythrocyte membranes for water
molecules. Blood samples were obtained from people with a rare Coltonnull phenotype.
These erythrocytes, completely devoid of AQP1 but devoid of other defects, are the mem-
branes required for the direct measurement of parameters not mediated by AQP1 function.
It was shown that AQP1 (>85%) makes a greater contribution to the permeability of the
erythrocyte membrane for water molecules. The authors suggested that there are pathways
in erythrocyte membranes other than AQP1 and diffusion through the lipid bilayer. After
analyzing the dependence of P permeability in erythrocytes with complete AQP1 deficiency,
they observed two diffusion pathways for water molecules: inhibited and non-inhibited
by PCMBS.
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The authors of [32] evaluated the permeability of the erythrocyte membrane for
formate using PFG NMR. Interest in this substance was due to several reasons: (1) formate
is found in erythrocytes; (2) its signal in the 1H spectrum is represented by a singlet located
separately from the proton signals of the system. As a result, in a suspension of erythrocytes
in a 70 mM solution of sodium formate, from the data of the PFG NMR experiment, the
permeability of the erythrocyte membrane P = 6.8 × 10−7 m/s was obtained. An analysis
of the concentration dependence of the permeability of the erythrocyte membrane for
formate molecules (Figure 5) showed a decrease in the p value from ≈3.6 × 10−6 m/s to
≈3.8 × 10−7 m/s with an increase in the concentration of the formate solution from 5 to
95 mM. Thus, it was shown that the exchange of formate under the conditions of chemical
and thermodynamic equilibrium proceeds rapidly, but the concentration dependence of its
rate can be studied by using the PFG NMR method.
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sion of RBCs. Squares denote Pformate obtained from the 13C-formate “manganese doping” method,
and circles denote results obtained from PFGSE NMR experiments. The error bars in the main graph
denote ±1 SD [32].

Our team studied the permeability P of the erythrocyte membrane for water molecules
and various C60 fullerene derivatives using the 1H PFG NMR method [33,34]. The latter
turned out to be possible for compounds whose signals in the 1H NMR spectra do not
overlap with the signals of the erythrocyte membrane components.

By investigating the permeability of the erythrocyte membrane for water molecules,
the diffusion decays of the protons of water molecules were obtained at various tem-
peratures (from 5 to 35 ◦C) in a suspension of erythrocytes [33]. For each temperature
experiment, diffusion decays were obtained for different diffusion times td. Thus, a sig-
nificant array of experimental data was obtained, the analysis of which was carried out in
accordance with the theory described in Section 2. Below, some illustrations of the results
obtained are given.

Figure 6 shows the diffusion decays of the protons of water molecules in a suspension
of erythrocytes at different temperatures and an example of diffusion decay decomposition
in accordance with Equation (2). Figure 6a shows diffusion decays at diffusion time
td = 20 ms. With an increase in temperature, a change in the slope of the “tail” in diffusion
decays is observed, which, as is shown below, indicates a change in the permeability of
the erythrocyte membrane with a change in temperature. Figure 6b clearly shows the
principle of the decomposition of the diffusion decay into components characterized by
partial self-diffusion coefficients (SDC) Dsi with the corresponding populations pi. The
decomposition was carried out by the sequential subtraction of the “tail” of diffusion decay.
The presented decomposition into three components made it possible to distinguish three
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types of water in the erythrocyte suspension: intracellular (Ds1, p1), intercellular (Ds2, p2),
and bulk (Ds3, p3).
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different temperatures (temperature values are given in the inset, td = 20 ms). (b) The procedure
of decomposition of the original diffusion decay on three exponential components according to
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Ds1 = 1.37·10−11 m2/s, p1
′ = 0.008 (1—original diffusion decay, 2—1st residual, 3—2nd residual).

Reprinted with permission from [33].

The paper [33] presents a detailed analysis of the obtained experimental data. It
should be noted that the populations p1 and p2 and the SDC Ds1 and Ds2 depend on the
diffusion time td. Information about the permeability of the erythrocyte membrane for
water molecules and cell size is obtained from data on the self-diffusion of intracellular
water, the behavior of which is characterized by Ds1 and p1.

The obtained experimental dependence of the SDC Ds1 of intracellular water molecules
on the diffusion time td turned out to be flatter than t−1

d . This is explained by the existence
of membrane permeability. Therefore, the application of Equation (3) to calculate the cell
size a turned out to be possible only after applying the scaling approach in accordance
with Equation (4). As a result, the dependence De f f

s (td) was obtained, which does not
depend on temperature. This led to the conclusion that the size of the diffusion restrictions
of water molecules a (the size of an erythrocyte cell) does not change with temperature.
The diffusion limiting size a was 2.1 µm.

The value of the permeability P of the erythrocyte membrane, calculated in accordance
with Equation (5), changes from 0.3·10−5 to 0.5·10−5 m/s with an increase in temperature
from 5 to 35 ◦C. The measured values of the permeability of the cell walls of erythrocytes
are lower than the values obtained by the authors of [28]. This difference can be explained
by the fact that, in [28], spin-echo decay was observed when spin-echo signals decreased
within one order of magnitude A. This fact did not allow for a correct measurement of the
self-diffusion coefficient Ds1, which characterizes the intracellular water component. In the
proposed work, the diffusion decays of the water molecules were analyzed within two and
three orders of magnitude, which make it possible to estimate Ds1 more accurately.

Due to the permeability of erythrocyte membranes, there is an exchange between bulk,
intercellular, and intracellular water. To calculate the residence time of a water molecule
τ inside the cell, we used the two-component model of molecular exchange described
in Section 2. We analyzed the dependence of the population of intracellular water p1 on
the diffusion time td after subtracting the spin–lattice relaxation component. The value
of the lifetime τ of the molecule inside the cell was 20 ± 2 ms at 30 ◦C. The obtained
value of τ is close to the results obtained in [23]. However, it turned out to be higher than
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that in [28], which can be explained by a different sample temperature being used in the
experiment (20–25 ◦C).

In [35], we presented the results of studies of the mobility of C60 fullerene derivatives
(C60[S(CH2)3SO3Na]5H, C60[S(CH2)2COOK]5H, and C60[N(CH2)3CHCOOK]5Cl) molecules
in an erythrocyte suspension. Using the analysis of the 1H spectra at different amplitudes
of the magnetic field gradient, we showed that the signals from the protons of the studied
compounds can be unambiguously identified in the spectra of suspensions. These sig-
nals do not overlap with the proton signals of the membrane components. Examples of
the 1H spectra of the systems under study (erythrocyte suspensions with the addition of
compounds of C60 fullerene derivatives) are shown in Figure 7. The chemical shifts of 1H
compounds change slightly in erythrocyte suspensions compared to solutions due to the
interaction of the C60 fullerene derivative with erythrocytes.
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The isolated 1H signals of the molecules of the studied compounds in the spectra
made it possible to correctly register the diffusion decays of the molecules of C60 fullerene
derivatives in a suspension of erythrocytes. From an analysis of the experimental data in
accordance with Equation (2), the values of the self-diffusion coefficients of the molecules of
C60 fullerene derivatives in a suspension of erythrocytes were obtained. It was concluded
that, in the suspension of erythrocytes, some molecules of C60 fullerene derivatives are
bound to the cell membrane, and others are in the aqueous phase in the form of isolated and
associated molecules. An analysis of the dependence of the population of slowly moving
molecules of fullerene derivatives p1 on the diffusion time td made it possible to estimate
the lifetime τ of the molecules of C60 fullerene derivatives in the erythrocyte membrane
from Equation (6). The lifetimes τ for C60 fullerene derivatives are given in Table 1.

Table 1. The self-diffusion coefficients Ds1; population p1 at td→0, p1(0); and lifetimes τ of fullerene
derivatives molecules in erythrocytes [35].

Compound Ds1
s·1012, m2/s p1(0) τ, ms

C60[S(CH2)3SO3Na]5H 5.5 ± 0.8 0.33 440 ± 70

C60[S(CH2)2COOK]5H 5.0 ± 1.0 0.13 470 ± 70

C60[N(CH2)3CHCOOK]5Cl 6.0 ± 1.0 0.06 1200 ± 300

Another direction in the method of PFG NMR is diffusion–diffraction NMR, which can
be used to characterize the shape and size of erythrocytes [36–40]. In its simplest form, the
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PGSE experiment consists of an ordinary spin-echo pulse sequence in which two magnetic
field gradient pulses of magnitude g and duration δ are applied on either side of the 180º
refocusing pulse separated by time ∆ [37]. In the limit δ→ 0 while g→ ∞, known as the
short gradient pulse approximation, the wave vector q, defined as q ≡ γgδ/2π, where γ is
the magnetogyric ratio, is finite, and the echo attenuation is given by

E(q, ∆) =
x

ρ(r0)P(r0|r, ∆)× exp[i2πq·(r− r0)]drdr. (7)

In Equation (7), P(r0|r,∆) is the propagator that determines the probability of a
molecule, initially at position r0, being found at position r after time ∆, where ρ(r0) is
the initial density of the molecules. For free isotropic diffusion, the propagator is Gaus-
sian, and the integration in Equation (7) yields the following expression relating the echo
intensity to the diffusion coefficient D:

E =
Ag

A0
= exp(−

(
2πg)2∆D

)
, (8)

where A0 is the amplitude of the signal when g = 0, and Ag is the amplitude when g 6= 0.
The diffusion-coherence phenomena described above can be visualized as a series

of maxima and minima when the relative signal intensities from the PGSE NMR spectra
are plotted as a function of q in a q-space plot. q-Space can be thought of as the reciprocal
space, in the Fourier transform sense, of spin displacement in the characteristic time of
the experiment. Diffusion interference is manifested as a shoulder in the initial part of
the attenuation curve and diffusion–diffraction as the subsequent series of maxima and
minima (see Figure 8).
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The authors of the work [36] applied the NMR diffusion–diffraction technique to
characterize the shape of erythrocytes in suspensions containing erythrocytes with different
shapes/forms, prepared by varying the conditions of the suspension medium, such as
osmolality, and changing the metabolism to affect the concentration of adenosine triphos-
phate. As an example of the practical application of this approach, abnormal erythrocytes
were also examined in patients with hereditary stomatocytosis and megaloblastic ane-
mia (Figure 8).

The experimental results for erythrocytes with different shapes/forms showed that
each erythrocyte shape can be assigned a “characteristic” q-space plot/profile. It was found
that the uniformity of the shape and/or size of cells is an important factor influencing the
intensity of the diffusion–diffraction peaks. The diffusion–diffraction pattern obtained for
stomatocytes (Figure 8a) was similar to that obtained for normal cells (Figure 8b): two well-
defined diffraction peaks were observed. However, a more detailed examination showed
that the positions of the two diffraction minima for stomatocytes are shifted towards much
smaller values (Figure 8d). At the same time, megaloblasts did not give a clear diffusion–
diffraction pattern; only one poorly expressed diffraction peak was observed (Figure 8c).
The absence of a clear diffusion–diffraction profile of megaloblasts on the q-space plot
indicated heterogeneity in either the shape or size of the cells. This sensitivity of the method
is important for its further application.

Further development of this direction is presented in [37,38]. The q-space plots
obtained from PFG NMR diffusion experiments in an erythrocyte suspension and in similar
computer-simulated cell suspensions demonstrate complex biophysical profiles of transport
processes and microstructures characterizing cell data [37]. The set of coarse and fine
features that make up each individual profile can potentially give a lot of detail describing
the system. These include membrane permeability coefficients; hematocrit; diffusion
coefficients; cell packing; cell sizes; and cellular geometry. Further, additional information
was obtained on the measurement and analysis of diffusion-coherence phenomena on
q-space plots from erythrocyte suspensions [38]: (1) q-positions of diffraction peaks depend
on the observation time, especially in the mode of unlimited diffusion; (2) the measured or
apparent RMS displacement has a non-linear dependence on the membrane permeability.

The use of NMR diffusion–diffraction in suspensions of diamagnetic erythrocytes
made it possible to obtain and analyze q-space plots for water molecules [39]. Several
important conclusions were made: (1) the shape of the q-space plots depends on the
direction along which diffusion is measured, which suggests cell alignment in the magnetic
field of the NMR spectrometer; (2) diffusion anisotropy changes in a predictable way due
to the transfer of hemoglobin to a paramagnetic form; (3) the shapes of the q-space graphs
change in a predictable way due to the suppression of water transfer; and (4) cell diameter
and intercellular distance can be measured by the positions of interference minima and
maxima on q-space graphs.

In [40], to study the effect of erythrocyte cell geometry on biochemical and energy
processes in cells, erythrocytes were incorporated into elastic gelatin hydrogels. This
created conditions for the controlled elongation of their normal discocytic shape in all
orientations. When stretching or compressing the gels containing erythrocytes, the changes
in cell morphology were studied using 1H-PFG NMR spectroscopy. Measurements of the
apparent diffusion coefficient of water in three orthogonal directions revealed a tunable
anisotropy in the environment of the hydrogel samples.

4. Research on Other Biological Systems

The application of the PFG NMR method is not limited to the study of erythrocytes [41,42].
In this section, we present works devoted to the study of other cellular systems.

In the previous section, the results of studies of the permeability of erythrocyte mem-
branes for various substances are presented. However, the difficulty in working with such
systems is the multiple signals of the membrane components in 1H NMR spectra. While
the signal from water molecules can be unambiguously identified and isolated, for other
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molecules, the 1H signals often overlap with the signals from the protein or lipid part of the
erythrocyte membrane. An attempt can be made to solve this problem by using the ghosts
of erythrocytes. The ghosts of erythrocytes are membrane shells of erythrocytes, obtained
as a result of the release of hemoglobin from cells in a hypotonic saline solution.

The authors of [41] used erythrocyte ghosts as a model for studying the effects of
compartmentation on the MR signal from biological tissues. The application of this model
made it possible to control the biophysical parameters that affect the multicomponent
signals from the cellular system. The effect of cell density on the measurement of the
diffusion of water molecules in the system was studied. It turned out that an increase
in cell density from 17 to 67% does not significantly influence the residence time τ of
a water molecule inside the cell. At the same time, different values of the “lifetime”
τ of intracellular water were obtained using two different models used for processing
experimental data: a biexponential model and a two-compartment model that accounted
for exchange between compartments. In the first case, the value of τ was in the range from
20.5± 0.2 to 23.7 ± 0.2 ms in the specified range of cell concentrations; in the second case, it
was from 10.0± 0.7 to 16.1 ms. The bi-exponential fitting of the data turned out to be under-
parameterized, since the diffusion coefficients and the relative fractions of the fast and slow
components depended on the experimental data acquisition parameters, in particular, on
the diffusion time. This method of analysis is not suitable for erythrocyte ghosts due to
compartmental water exchange, but it may be adequate for tissues in which water exchange
between compartments is slow, i.e., tissues with large cells, a low membrane permeability
to water, and a lower speed. Both methods of analysis proved to be effective in tracking
the changes in the ghost model when it was perturbed. This has been demonstrated in
experiments with cell density variation, cell swelling and shrinkage, and a reduction in
membrane water permeability using a water channel blocker (pCMBS).

We also used the ghosts of erythrocytes to assess the permeability of the membrane
for the fullerene derivative C60 C60[S(CH2)3SO3Na]5H [42]. In this work, we compared the
results of experiments performed in a suspension of erythrocytes, ghosts of erythrocytes,
and phosphatidylcholine liposomes. In the 1H NMR spectrum of an aqueous suspension of
erythrocyte ghosts with an added C60 fullerene derivative, there were no signals belonging
to the protein component of the erythrocyte. Fullerene derivative molecules were absorbed
by erythrocyte ghosts and phosphatidylcholine liposomes as manifested in the self-diffusion
coefficients of (7.9 ± 1.2)·10−12 m2/s and (7.7 ± 1.2)·10−12 m2/s, which are also close to the
lateral diffusion coefficients of (6.5± 1)·10−12 m2/s and (8.5± 1.3)·10−12 m2/s, respectively.

In addition to the ghosts of erythrocytes, lipid bilayers can be used as model systems
for studying membrane permeability via PFG NMR [43–45]. For example, ref. [43] used
stacks of macroscopically oriented fully hydrated bilayers of dimyristoylphosphatidyl-
choline, and in [44], dimyristoylphosphatidylcholine (DMPC) and dioleoylphosphatidyl-
choline (DOPC) were used to study the diffusion of water molecules. In such systems,
the diffusion of water molecules is anisotropic and depends on the interaction of water
molecules with hydrophilic heads of lipids and diffusion through lipid bilayers (transbi-
layer diffusion) and through lipid “cracks”. “Cracks” are located throughout the depth
of the two-layer system, and the water entering them is characterized by relatively free
self-diffusion. Careful hydration of the sample at the preparation stage gives the possi-
bility to make the bilayers more extended with a minimum proportion of “cracks”. The
transbilayer diffusion of water is the most interesting phenomenon, since it is related to the
permeability of the bilayers. It can be obtained from diffusion decays obtained for bilayers
oriented perpendicular to the magnetic field. In the paper [45], the temperature depen-
dence of the self-diffusion coefficient of water through plane-parallel multibilayers of the
phospholipid dioleoylphosphatidylcholine oriented on a glass substrate in the temperature
range of 20–60 ◦C was studied. The diffusion decays of the protons of water molecules
in the direction along the normal to the bilayer, obtained for the systems under study,
are shown in Figure 9. The dotted line shows the regions corresponding to transbilayer
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diffusion. These regions were well described by Equation (1) and were characterized by
one diffusion coefficient at each temperature.
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The values of the coefficients of the transbilayer diffusion of water are 4 decimal orders
less than those of bulk water, and they are 10 times less than the values of the coefficients
of lateral diffusion of lipid under the same conditions. The temperature dependence of
the diffusion coefficient is described by the Arrhenius law with an apparent activation
energy of about 41 kJ/mol, which is much higher than the activation energy for bulk water
diffusion (18 kJ/mol).

The PFG NMR technique has been successfully applied to the study of other cellular
systems [17,18,46–50]. In [46], unique data on the diffusion of phosphorus-containing metabo-
lites on 31P nuclei in the skeletal muscle of a goldfish (Curussius uurutus) were obtained. The
authors measured the self-diffusion coefficients of ATP and creatine phosphate, the values of
which were (2.13 ± 0.16)·10−11 m2/s and (3.28 ± 0.18)·10−11 m2/s, respectively.

In [47], the water permeability of the Gram-positive bacteria Corynebacterium glu-
tamicum was assessed. From the data on the intracellular diffusion of water molecules, the
value p = (4.8 ± 0.4)·10−5 m/s was obtained. According to the authors, this value is about
100 times higher than the ethanol permeability of Zymomonas mobilis.

In [17], the permeability of yeast cell membranes for water molecules at different times
of cell growth was measured. The authors identified three types of water in the system:
bulk, extracellular, and intracellular. It was shown that cell size a and cell membrane
permeability P change depending on the growth phase of the yeast cell: the cell size
increased and the permeability decreased with increasing growth time. The cell membrane
permeability p values were 6.3·10−6, 8.4·10−7, and 1.5·10−6 m/s for cells incubated for 9 h
(exponential growth phase), 24 h (end of exponential growth phase), and 48 h (stationary
growth phase), respectively.

In [18], the permeability of the chlorella membrane for water molecules was estimated.
From the data obtained during the PFG NMR experiment, in accordance with the theory
described in Section 2, the cell size of chlorella a = 3.4 µm and the membrane permeability
P = 10−6 m/s were estimated.

The authors of [48] measured the coefficients of the self-diffusion of water molecules
in baker’s yeast by using PFG NMR with a variable pulse length gradient. The authors
proposed a new protocol for the PFG NMR experiment for the coefficient of the local
self-diffusion of water contained in living cells.

One of the latest reviews [49] details the results of PFG NMR experiments in the study
of the diffusion of water molecules in plant roots. This review presents the results of studies
of water transfer in roots along the symplastic system, from cell to cell through intercellular
contacts with plasmodesmata, through aquaporins, and under the influence of changes in
external pressure and of the composition of the gaseous atmosphere.
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Our team studied the processes of water exchange in the cells of the yeast Saccharomyces
cerevisiae races Y-3137 and Y-3327 at different growing times [50]. The diffusion decays of
the protons of water molecules were recorded and analyzed in accordance with the theory
described in Section 2. Table 2 presents the obtained results.

Table 2. Yeast cell size d (diameter) and permeability P at different times of cell cultivation.

Race of Yeast Cultivation Time, h
Cell Diameter d

Calculated from NMR
Data, µm

Permeability
P × 10−6, m/s

Y-3137
24 7.9 0.29
48 7.9 0.61

Y-3327
24 5.1 0.19
48 3.8 0.53

The higher permeability of the cell membrane of the yeast Saccharomyces cerevisiae
Y-3327 explains its ability to withstand increased osmotic pressure and effectively ferment
grain wort with a higher concentration of dissolved solids.

5. Lateral Diffusion Studies

In addition to studying the processes of molecular metabolism in cells, the PFG
NMR method can be used to study the lateral diffusion of lipid molecules [41,48–52].
The relevance of such work is due to the fact that lipids form the basis of the biological
membrane and are directly responsible for the integrity of the cell and its communication
with the external environment. A special place is occupied by the study of lipid rafts–
domains in the lipid bilayer with an increased concentration of cholesterol, sphingolipids,
and some types of proteins [51]. These sites coordinate cellular processes, affect the fluidity
of the biomembrane, serve as organizing centers for the assembly of signaling molecules,
regulate the movement of membrane proteins, etc. Thus, the assessment of the effect of
lipid composition (cholesterol, in particular) on the heterogeneity of the structure and
dynamics of molecules in lipid bilayers is relevant for understanding the functioning of
biomembranes. As practice has shown, it is better to use oriented bilayers to perform NMR
experiments to study the lateral diffusion of lipids.

An evaluation of the effect of cholesterol on the lateral diffusion of phospholipids in
the oriented bilayers of dimyristoyl phosphatidylcholine (DMPC), sphingomyelin (SM),
palmitoyl oleoylphosphatidylcholine (POPC), and dioleoyl phosphatidylcholine (DOPC)
with the addition of cholesterol (CHOL) up to 40 mol·% was carried out in [52]. The
obtained coefficients of the lateral diffusion of the lipids in these systems made it possible
to distinguish liquid-ordered (lo) and liquid-disordered (ld) phases in lipid–cholesterol
systems. The authors showed that liquid domains with a high molecular order are formed
within a single lipid bilayer. Further, ref. [53] showed that saturated lipids, such as l,2-
dipalmitoyl-sn-glycero3-phosphocholine (DPPC) and chicken egg yolk sphingomyelin
(eSM), form more ordered phases than unsaturated lipids, and the addition of CHOL sig-
nificantly enhances the ordering, especially for lipids with saturated chains. Experimental
data have demonstrated that DPPC and eSM prefer to be in an ordered phase, while DOPC
prefers an unordered phase. Another significant result was that CHOL is divided into both
phases (ld and lo) to approximately the same extent. This indicates that CHOL does not
give special preference to any of these phases, and there are no specific interactions between
CHOL and saturated lipids. Further work in this field [54] showed that lateral diffusion is
the same for all components, regardless of molecular structure (including CHOL), if they
are in the same domain or phase in the membrane. Research [55], performed in bilayers
prepared from a mixture of the lipids DOPC, CM, and CHOL, showed that the system
forms a lamellar liquid-crystal phase, and in a certain temperature range and cholesterol
concentrations, the system is divided into two subphases, namely, disordered ld, enriched
with DOPC, and ordered lo, enriched with CM, each of which is characterized by its own
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value of the lateral diffusion coefficient, which differs by 1.5–5 times. An analysis of the
dependence of the lateral diffusion coefficient in phases on the concentration of choles-
terol showed that, in the LC-ordered phase, the lateral diffusion coefficient increases in
the concentration range of 15–35 mol·% CHOL. The authors explain this behavior by the
redistribution of lipid components with an increase in the concentration of CHOL in the
system, which eventually leads to an increase in the concentration of DOPC in the l0 phase.

In addition to the studies of cholesterol as a compound affecting the properties of
lipid bilayers, other molecules that occur in biological systems and that can influence
biomembranes are also considered [44,56–58].

In [56], the influence of a number of amphiphilic esters of 1,1-dimethyl-3-oxobutylphos-
phonic acid (diethyl, dipropyl, and dibutyl) with a regular change in the number of CH2-
groups in the hydrocarbon (hydrophobic) part at ester concentrations up to 30 mol·% on
the lateral diffusion of molecules of the lipid dioleoylphosphatidylcholine was examined. It
was concluded that the presence of esters does not affect the phase state of the system: the
lamellar liquid-crystalline phase is retained; the ester molecules are incorporated into the
bilayer and have the same orientation as the phospholipid molecules. The authors found
that the lateral diffusion coefficients of the lipid in the presence of esters are increased
compared to the lipid bilayer in the absence of phosphonic acid esters and have a monotonic
dependence on the number of CH2- groups in the ester molecule. The most probable site for
the incorporation of amphiphilic ester molecules is the interphase region located between
the hydrophilic and hydrophobic parts of the bilayer; the incorporation of molecules into
the interphase leads to the disordering of the bilayer and an increase in the lateral diffusion
of lipids and the permeability of the bilayer compared to the bilayer without esters.

In [44], the effect of polyacrylic acid (PAA) on the lateral diffusion of lipids in DOPC-
PAA and DOPC-PAA bilayers was evaluated. It was found that the effect of polyacrylic
acid depends on the pH of the medium. In an alkaline medium, no dependence of the
lateral diffusion coefficient on the PAA concentration was observed. In an aqueous medium
with pH = 5.9 ÷ 4.6, a decrease in the lateral diffusion coefficient of lipids was observed
with an increase in PAA concentration.

The authors of [57] studied the effect of lipopolysaccharide (LPS) from Escherichia coli
on the structure, dynamics, and mechanical strength of phospholipid membranes formed
from 1,2-dimyristoyl-sn-glycero-3-phosphocholine (DMPC). A comparison of the results
of the PFG NMR experiments for aqueous solutions of LPS and the DMPC-LPS system
(an example of diffusion decay for each system is shown in Figure 10) made it possible to
establish that, in aqueous solutions, LPS molecules are in the form of partially associated
molecules with r = 5.8 nm and large vesicles with r = 80 nm. When LPS is added to DMPC,
all LPS mobile states disappear, which is explained by the integration of LPS molecules
into the bilayer.
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In [58], the effect of curcumin on the DMPC/cholesterol bilayer was studied. It has
been shown that curcumin at concentrations up to 10 mol·% somewhat reduces the lateral
diffusion of phospholipids in bilayers without cholesterol, but in the presence of 5–33 mol·%
of cholesterol in dimyristoylphosphatidylcholine bilayers, the effect of curcumin is very
small, since, in direct competition for the insertion of a lipid bilayer into DMPC during the
formation of a bilayer from an initially homogeneous mixture, cholesterol overwhelmingly
wins and, therefore, inhibits the incorporation of curcumin.

6. Conclusions

This paper presents the main results of the application of the pulsed field gradient
NMR (PFG NMR) method in the study of various biological systems. This paper discusses
the basic ideas surrounding the theory of the PFG NMR experiment and the features of
processing experimental data obtained for permeable systems (biological cells and lipid
bilayers). An analysis of the literature data showed that the PFG NMR method can be
used to assess the permeability of biological membranes for water molecules and other
substances. From the PFG NMR experiment, such parameters as the coefficients of the
self-diffusion of diffusant molecules and the time of their residence inside the cells can be
determined. A significant number of works are devoted to the study of the permeability
of the membrane of erythrocytes, which are the main component of blood and perform
a number of important functions, for water molecules. The signals of the membrane
components in the NMR spectra complicate the analysis of diffusion data for molecules of
biologically active substances. This problem can be solved by using erythrocyte ghosts or
model lipid bilayers. The use of the latter systems makes it possible to study the lateral
diffusion of lipid molecules in bilayers. The obtained results make a significant contribution
to understanding the functioning of biological cells.

Author Contributions: Writing—original draft preparation, I.A.A.; writing—review and editing,
V.I.V. All authors have read and agreed to the published version of the manuscript.

Funding: This research was supported by the Ministry of Education and Science of the Russian
Federation, project no. AAAA-A19-119071190044-3.

Acknowledgments: NMR measurements were performed using equipment of the Multi-User Analyt-
ical Center of the Federal Research Center of Problems of Chemical Physics and Medicinal Chemistry
RAS and Scientific Center in Chernogolovka of the Institute of Solid State Physics named Yu. A.
Osipyan RAS Assignment of the Federal Research Center of Problems of Chemical Physics and
Medicinal Chemistry RAS (state registration No AAAA-A19-119071190044-3).

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Alberts, B.; Johnson, A.; Lewis, J.; Raff, M.; Roberts, K.; Walter, P. Molecular Biology of the Cell, 4th ed.; Garland Science: New York,

NY, USA, 2002; pp. 26–132.
2. Singer, S.J.; Nicolson, G.L. The fluid mosaic model of the structure of cell. Science 1972, 175, 720–731. [CrossRef]
3. Vattulainen, I.; Mouritsen, O.G. Diffusion in Membranes. In Diffusion in Condensed Matte; Heitjans, P., Karger, J., Eds.; Springer:

Berlin/Heidelberg, Germany, 2005; pp. 471–509.
4. Yeagle, P.L. Membrane Transport. In The Membranes of Cells, 3rd ed.; Academic Press: London, UK, 2016; pp. 335–378.
5. Antonov, V.F. Membrane transport. Sorosovskii Obraz. Zhurnal 1997, 6, 14–20. (In Russian)
6. Agre, P. The Aquaporin Water Channels. Proc. Am. Thorac. Soc. 2006, 3, 5–13. [CrossRef] [PubMed]
7. Shin, B.S.; Youn, Y.S.; Jeong, S.H.; Park, E.-S.; Lee, M.H.; Yoo, S.D. Current Methodologies for Membrane Permeability Assessment.

J. Pharm. Investig. 2010, 40, 19–31. [CrossRef]
8. Waldeck, A.R.; Kuchel, P.W.; Lennon, A.J.; Chapman, B.E. NMR diffusion measurements to characterize membrane transport and

solute binding. Progr. Nucl. Magn. Reson. Spectr. 1997, 30, 39–68. [CrossRef]
9. Stejskal, E.O.; Tanner, J.E. Spin Diffusion Measurements: Spin Echoes in the Presence of a Time Dependent Field Gradient. J. Chem.

Phys. 1965, 42, 288. [CrossRef]
10. Tanner, J.E. Use of the Stimulated Echo in NMR Diffusion Studies. J. Chem. Phys. 1970, 52, 2523–2526. [CrossRef]
11. Kaysan, G.; Rudszuck, T.; Trapp, L.; Balbierer, R.; Kind, M.; Guthausen, G. Chapter Two—Recent applications of NMR diffusion

experiments. Annu. Rep. NMR Spectrosc. 2022, 107, 47–93.

https://doi.org/10.1126/science.175.4023.720
https://doi.org/10.1513/pats.200510-109JH
https://www.ncbi.nlm.nih.gov/pubmed/16493146
https://doi.org/10.4333/KPS.2010.40.S.019
https://doi.org/10.1016/S0079-6565(96)01034-5
https://doi.org/10.1063/1.1695690
https://doi.org/10.1063/1.1673336


Membranes 2023, 13, 567 18 of 19

12. Maklakov, A.; Skirda, V.; Fatkullin, N. Selfdiffusion in Polymer Solutions and Melts (Samodiffisia v Rastvorakh i Rasplavakh Polymerov);
Soloviev, U., Chalykh, A., Eds.; Kazan University Press: Kazan, Russia, 1987; p. 224. (In Russian)

13. Mitra, P.P.; Sen, P.N.; Schawartz, L.M. Short-time behavior of the diffusion coefficient as a geometrical probe of porous media.
Phys. Rev. B 1993, 47, 8565. [CrossRef]

14. Valiullin, R.R.; Skirda, V.D.; Stapf, S.; Kimmich, R. Molecular exchange processes in partially filled porous glass as seen with
NMR diffusometry. R. Phys. Rev. 1996, 55, 2664. [CrossRef]

15. Anisimov, A.V.; Sorokina, N.Y.; Dautova, N.R. Water diffusion in biological porous systems: A NMR approach. Magn. Reson.
Imaging 1998, 16, 565–568. [CrossRef]

16. Valiullin, R.; Skirda, V. Time dependent self-diffusion coefficient of molecules in porous media. J. Chem. Phys. 2001, 114, 452–458.
[CrossRef]

17. Suh, K.-J.; Hong, Y.-S.; Skirda, V.D.; Volkov, V.I.; Lee, C.-Y.; Lee, C.-H. Water self-diffusion behavior in yeast cells studied by
pulsed field gradient NMR. Biophys. Chem. 2003, 104, 121–130. [CrossRef]

18. Cho, C.-H.; Hong, Y.-S.; Kang, K.; Volkov, V.I.; Skirda, V.D.; Lee, C.-Y.J.; Lee, C.-H. Water self-diffusion in Chlorella sp. studied by
pulse field gradient NMR. Magn. Reson. Imaging 2003, 21, 1009–1017. [CrossRef]

19. Mutina, A.R.; Skirda, V.D. Porous media characterization by PFG and IMFG NMR. J. Magn. Reson. 2007, 188, 122–128. [CrossRef]
20. Crick, F. Diffusion in Embryogenesis. Nature 1970, 225, 420–422. [CrossRef]
21. Pretini, V.; Koenen, M.H.; Kaestner, L.; Fens, M.H.A.M.; Schiffelers, R.M.; Bartels, M.; Van Wijk, R. Red Blood Cells: Chasing

Interactions. Front. Physiol. 2019, 10, 945. [CrossRef]
22. Lang, F.; Lang, E.; Foller, M. Erythrocytes: Physiology and pathophysiology. Transfus. Med. Hemother. 2012, 39, 308–314. [CrossRef]
23. Andrasko, J. Water diffusion permeability of human erythrocytes studied by a pulsed gradient NMR technique. Biochim. Biophys.

Acta 1976, 428, 304–311. [CrossRef]
24. Kosmachevskaya, O.V.; Topunov, A.F. Alternate and Additional Functions of Erythrocyte Hemoglobin. Biochem. Mosc. 2018,

83, 1575–1593. [CrossRef]
25. Marengo-Rowe, A.J. Structure-Function Relations of Human Hemoglobins. Bayl. Univ. Med. Cent. Proc. 2006, 19, 239–245.

[CrossRef] [PubMed]
26. Everhart, C.H.; Gabriel, D.A.; Jr Johnson, C.S. Tracer diffusion coefficients of oxyhemoglobin a and oxyhemoglobin s in blood

cells as determined by pulsed field gradient NMR. Biophys. Chem. 1982, 16, 241–245. [CrossRef] [PubMed]
27. Bogner, P.; Miseta, A.; Berente, Z.; Schwarcz, A.; Kotek, G.; Repa, I. Osmotic and diffusive properties of intracellular water in

camel erythrocytes: Effect of hemoglobin crowdedness. Cell Biol. Int. 2005, 29, 731–736. [CrossRef] [PubMed]
28. Herbst, M.D.; Goldstein, J.H. A review of water diffusion measurement by NMR in human red blood cells. Am. J. Physiol. Cell

Physiol. 1989, 256, 1097–1104. [CrossRef] [PubMed]
29. Latour, L.L.; Svoboda, K.; Mitra, P.P.; Sotak, C.H. Time-dependent of diffusion of water in a biological model system. Proc. Natl.

Acad. Sci. USA 1994, 91, 1229–1233. [CrossRef]
30. Waldeck, R.; Nouri-Sorkhabi, M.H.; Sullivan, D.R.; Kuchel, P.W. Effects of cholesterol on transmembrane water diffusion in

human erythrocytes measured using pulsed field gradient NMR. Biophys. Chem. 1995, 55, 197–208. [CrossRef]
31. Mathai, J.C.; Mori, S.; Smith, B.L.; Preston, G.M.; Mohandas, N.; Collins, M.; Zijl, P.C.M.; Zeidel, M.L.; Agre, P. Functional Analysis

of Aquaporin-1 Deficient Red Cell. J. Biol. Chem. 1996, 271, 1309–1313. [CrossRef]
32. Latour, U.; Chapman, B.E.; Kuchel, P.W. Membrane permeability of formate in human erythrocytes: NMR measurements. Eur.

Biophys. J. 1999, 28, 158–165.
33. Avilova, I.A.; Smolina, A.V.; Kotelnikov, A.I.; Kotelnikova, R.A.; Loskutov, V.V.; Volkov, V.I. Self-diffusion of water and blood

lipids in mouse erythrocytes. Appl. Magn. Reson. 2016, 47, 335–347. [CrossRef]
34. Avilova, I.A.; Soldatova, Y.V.; Kraevaya, O.A.; Zhilenkov, A.V.; Dolgikh, E.A.; Kotel’nikova, R.A.; Troshin, P.A.; Volkov, V.I.

Self-Diffusion of Fullerene C60 Derivatives in Aqueous Solutions and Suspensions of Erythrocytes According to Pulsed Field
Gradient NMR Data. Russ. J. Phys. Chem. 2021, 95, 285–291. [CrossRef]

35. Avilova, I.A.; Chernyak, A.V.; Soldatova, Y.V.; Mumyatov, A.V.; Kraevaya, O.A.; Khakina, E.A.; Troshin, P.A.; Volkov, V.I.
Self-Organization of Fullerene Derivatives in Solutions and Biological Cells Studied by Pulsed Field Gradient NMR. Int. J. Mol.
Sci. 2022, 23, 13344. [CrossRef]

36. Torres, A.M.; Michniewicz, R.J.; Chapman, B.E.; Young, G.A.R.; Kuchel, P.W. Characterisation of erythrocyte shapes and sizes by
NMR diffusion-diffraction of water: Correlations with electron micrographs. Magn. Reson. Imaging 1998, 16, 423–434. [CrossRef]

37. Regan, D.G.; Kuchel, P.W. NMR Studies of Diffusion-Coherence Phenomena in Red Cell Suspensions: Current Status. Isr. J. Chem.
2003, 43, 45–54. [CrossRef]

38. Regan, D.G.; Kuchel, P.W. Simulations of NMR-detected diffusion in suspensions of red cells: The effects of variation in membrane
permeability and observation time. Eur. Biophys. J. 2003, 32, 671–675. [CrossRef]

39. Kuchel, P.W.; Coy, A.; Stilbs, P. NMR “Diffusion-Diffraction” of Water Revealing Alignment of Erythrocytes in a Magnetic Field
and Their Dimensions and Membrane Transport Characteristics. Magn. Reson. Med. 1997, 37, 637–643. [CrossRef]

40. Shishmarev, D.; Momot, K.I.; Kuchel, P.W. Anisotropic diffusion in stretched hydrogels containing erythrocytes: Evidence of
cell-shape distortion recorded by PGSE NMR spectroscopy. Magn. Reson. Chem. 2016, 55, 438–446. [CrossRef]

41. Thelwall, P.E.; Grant, S.C.; Stanisz, G.J.; Blackband, S.J. Human Erythrocyte Ghosts: Exploring the Origins of Multiexponential
Water Diffusion in a Model Biological Tissue with Magnetic Resonance. Magn. Reson. Med. 2002, 48, 649–657. [CrossRef]

https://doi.org/10.1103/PhysRevB.47.8565
https://doi.org/10.1103/PhysRevE.55.2664
https://doi.org/10.1016/S0730-725X(98)00053-8
https://doi.org/10.1063/1.1328416
https://doi.org/10.1016/S0301-4622(02)00361-7
https://doi.org/10.1016/S0730-725X(03)00206-6
https://doi.org/10.1016/j.jmr.2007.05.007
https://doi.org/10.1038/225420a0
https://doi.org/10.3389/fphys.2019.00945
https://doi.org/10.1159/000342534
https://doi.org/10.1016/0304-4165(76)90038-6
https://doi.org/10.1134/S0006297918120155
https://doi.org/10.1080/08998280.2006.11928171
https://www.ncbi.nlm.nih.gov/pubmed/17252042
https://doi.org/10.1016/0301-4622(82)87006-3
https://www.ncbi.nlm.nih.gov/pubmed/7171716
https://doi.org/10.1016/j.cellbi.2005.04.008
https://www.ncbi.nlm.nih.gov/pubmed/15951204
https://doi.org/10.1152/ajpcell.1989.256.5.C1097
https://www.ncbi.nlm.nih.gov/pubmed/2719098
https://doi.org/10.1073/pnas.91.4.1229
https://doi.org/10.1016/0301-4622(95)00007-K
https://doi.org/10.1074/jbc.271.3.1309
https://doi.org/10.1007/s00723-015-0759-z
https://doi.org/10.1134/S0036024421020047
https://doi.org/10.3390/ijms232113344
https://doi.org/10.1016/S0730-725X(98)00005-8
https://doi.org/10.1560/CXGV-J4H5-N5PW-M7DE
https://doi.org/10.1007/s00249-003-0331-x
https://doi.org/10.1002/mrm.1910370502
https://doi.org/10.1002/mrc.4416
https://doi.org/10.1002/mrm.10270


Membranes 2023, 13, 567 19 of 19

42. Avilova, I.A.; Khakina, E.A.; Kraevaya, O.A.; Kotelnikov, A.I.; Kotelnikova, R.A.; Troshin, P.A.; Volkov, V.I. Self-diffusion of
water-soluble fullerene derivatives in mouse erythrocytes. Biochim. Biophys. Acta BBA Biomembr. 2018, 1860, 1537–1543. [CrossRef]

43. Wasterby, P.; Oradd, G.; Lindblom, G. Anisotropic Water Diffusion in Macroscopically Oriented Lipid Bilayers Studied by Pulsed
Magnetic Field Gradient NMR. J. Magn. Reson. 2002, 157, 1–4. [CrossRef]

44. Munavirov, B.V.; Filippov, A.V.; Rudakova, M.A.; Antzutkin, O.N. Polyacrylic Acid Modifies Local and Lateral Mobilities in Lipid
Membranes. J. Dispers. Sci. 2014, 35, 848–858. [CrossRef]

45. Khakimov, A.M.; Rudakova, M.A.; Doroginitskii, M.M.; Filippov, A.V. Temperature dependence of water self-diffusion through
lipid bilayers assessed by NMR. Biophysics 2008, 53, 147–152. [CrossRef]

46. Hubley, M.J.; Moerland, T.S. Application of Homonuclear Decoupling to Measures of Diffusion in Biological 31P Spin Echo
Spectra. NMR Biomed. 1995, 8, 113–117. [CrossRef] [PubMed]

47. Schoberth, S.M.; Bar, N.-K.; Kramer, R.; Karger, J. Pulsed High-Field Gradient in Vivo NMR Spectroscopy to Measure Diffusional
Water Permeability in Corynebacterium glutamicum. Anal. Biochem. 2000, 279, 100–105. [CrossRef] [PubMed]

48. Åslund, I.; Topgaard, D. Determination of the self-diffusion coefficient of intracellular water using PGSE NMR with variable
gradient pulse length. J. Magn. Reson. 2009, 201, 250–254. [CrossRef] [PubMed]

49. Anisimov, A. Gradient NMR Method for Studies of Water Translational Diffusion in Plants. Membranes 2021, 11, 487. [CrossRef]
50. Avilova, I.A.; Vasil’ev, S.G.; Rimareva, L.V.; Serba, E.M.; Volkova, L.D.; Volkov, V.I. Water metabolism in cells of Saccharomyces

cerevisiae of races Y-3137 and Y-3327, according to pulsed-field gradient NMR data. Russ. J. Phys. Chem. A 2015, 89, 710.
[CrossRef]

51. Rajendran, L.; Simons, K. Lipid rafts and membrane dynamics. J. Cell. Sci. 2005, 118, 1099–1102. [CrossRef]
52. Filippov, A.; Oradd, G.; Lindblom, G. The Effect of Cholesterol on the Lateral Diffusion of Phospholipids in Oriented Bilayers.

Biophys. J. 2003, 84, 3079–3086. [CrossRef]
53. Lindblom, G.; Orädd, G.; Filippov, A. Lipid lateral diffusion in bilayers with phosphatidylcholine, sphingomyelin and cholesterol:

An NMR study of dynamics and lateral phase separation. Chem. Phys. Lipids 2006, 141, 179–184. [CrossRef]
54. Lindblom, G.; Orädd, G. Lipid lateral diffusion and membrane heterogeneity. Biochim. Biophys. Acta 2009, 1788, 234–244.

[CrossRef]
55. Filippov, A.V.; Rudakova, M.A. Peculiarities of lateral diffusion of lipids in three-component bilayers. Russ. J. Phys. Chem. A 2011,

85, 513–518. [CrossRef]
56. Rudakova, M.A.; Troshina, A.S.; Filippov, A.V. Lateral diffusion of lipids and diffusion of water through lipid bilayers in the

presence of (1,1-dimethyl-3-oxobutyl)phosphonates. Russ. J. Phys. Chem. A 2008, 82, 475–481. [CrossRef]
57. Nagel, M.; Brauckmann, S.; Moegle-Hofacker, F.; Effenberger-Neidnicht, K.; Hartmann, M.; Groot, H.; Mayer, C. Impact of

bacterial endotoxin on the structure of DMPC membranes. Biochim. Biophys. Acta 2015, 1848, 2271–2276. [CrossRef]
58. Filippov, A.V.; Kotenkov, S.A.; Munavirov, B.V.; Khaliullina, A.V.; Gnezdilov, O.I.; Antzutkin, O.N. Effect of curcumin on lateral

diffusion in lipid bilayers. Mendeleev Commun. 2016, 26, 109–110. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1016/j.bbamem.2018.05.007
https://doi.org/10.1006/jmre.2002.2583
https://doi.org/10.1080/01932691.2013.823096
https://doi.org/10.1134/S000635090802005X
https://doi.org/10.1002/nbm.1940080306
https://www.ncbi.nlm.nih.gov/pubmed/8579998
https://doi.org/10.1006/abio.1999.4450
https://www.ncbi.nlm.nih.gov/pubmed/10683237
https://doi.org/10.1016/j.jmr.2009.09.006
https://www.ncbi.nlm.nih.gov/pubmed/19800273
https://doi.org/10.3390/membranes11070487
https://doi.org/10.1134/S0036024415040020
https://doi.org/10.1242/jcs.01681
https://doi.org/10.1016/S0006-3495(03)70033-2
https://doi.org/10.1016/j.chemphyslip.2006.02.011
https://doi.org/10.1016/j.bbamem.2008.08.016
https://doi.org/10.1134/S0036024411030101
https://doi.org/10.1134/S0036024408030278
https://doi.org/10.1016/j.bbamem.2015.06.008
https://doi.org/10.1016/j.mencom.2016.03.007

	The Concept of a Biological Membrane 
	Pulsed Field Gradient NMR in the Study of Biological Systems 
	Studies of the Permeability of the Erythrocyte Membrane 
	Research on Other Biological Systems 
	Lateral Diffusion Studies 
	Conclusions 
	References

